Leptin is an adipokine related to overweight and cardiovascular diseases. However, the leptin expression level in epicardial adipose tissue (EAT) of humans and its association with coronary atherosclerosis has never been investigated.
Background
Coronary artery disease (CAD) has become the leading cause of death worldwide, in which the fundamental pathophysiological change is atherosclerosis [1] . Despite numerous studies performed over decades, the precise mechanism underlying coronary atherosclerosis remains elusive. Recent years have witnessed the emerging recognition of the promising role of epicardial adipose tissue (EAT) in the onset, development, and prognosis of CAD [2] . EAT, previously thought to be merely a structural fat protecting the heart, is considered as an active organ with crosstalk with the myocardium and coronary artery, which are connected directly without any fascia [3] . One of the studied relationships between EAT and CAD is the paracrine function in secreting cytokines or adipokines, including adiponectin [4] , omentin-1 [5] , chemerin [6] , and others [7] .
Produced in white adipose tissue, leptin is a plasmatic peptide hormone involved in cardiovascular homeostasis and atherosclerosis [8] . It was demonstrated that circulating leptin or serum leptin can independently predict acute cardiovascular events, restenosis after percutaneous coronary intervention, and cerebral stroke [9] . However, the expression of leptin in EAT and its relationship with CAD has seldom been investigated. In this study, we examined leptin expression in serum, subcutaneous adipose tissue (SAT), and EAT of CAD patients and control patients, then analyzed its relationship with coronary stenosis.
Material and Methods

Subjects
From March 2016 to October 2018 in the Department of Cardiovascular Diseases, Xi'an No. 1 Hospital, a total of 38 patients receiving coronary artery bypass grafts (CABG) and 40 patients receiving valve operation and ASD repair were recruited in this study. All patients enrolled met the following criteria. We included patients diagnosed with CAD and prepared to receive CABG and those diagnosed with valve disease or atrium septal defect (ASD). We excluded patients with CAD on coronary angiography and prepared to receive a valve operation or ASD repair, patients over 80 years old, and patients with severe organ dysfunction, metabolism disorder, infectious disease, or tumors. According to their primary disease, enrolled patients were assigned to the CAD group or the NCAD group. Within the CAD group, we divided patients into the stenosis group or the non-stenosis group depending on whether there was local coronary stenosis near the right coronary artery ostium.
We collected demographic data, laboratory results, and clinical data from the electronic record system of the hospital.
The Committee on Biomedical Ethics of Xi'an No. 1 Hospital approved this study, which conformed to the Declaration of Helsinki. Signed informed consent was were also acquired from all patients enrolled in this study.
Definition
In the present study, CAD was defined as a stenosis diameter of ³50% in the left main coronary artery (LMCA) and ³70% in vessels other than the LMCA (10), while local coronary stenosis near the right coronary artery ostium was defined as diameter stenosis of ³70% (5). Type 2 diabetes mellitus (T2DM) diagnosis was made based on the American Diabetes Association criteria (11) .
Sample acquisition
We collected venous blood samples from all patients in sodium heparin Vacutainers (Becton-Dickinson) at admission for routine laboratory tests. Blood samples were centrifuged (15 min, 3000×g) to obtain serum, which was then stored at -80°C. The blood samples were acquired before breakfast after fasting for more than 12 h. Different types of adipose tissue were acquired during the surgery at different time points. As soon as the skin was incised, the SAT sample (average 0.5 g each) was acquired at the chest incision. Before the cardiopulmonary bypass, EAT was acquired near the right coronary artery ostium. The 2 portions of each biopsy sample were handled differently -the part used for RNA isolation was stored at −80°C and the part used for immunohistochemistry was kept in neutralized formalin. After the heart was opened, the blood sample from the coronary vein was acquired and handled as described above, which was used for leptin examination.
Serum leptin test
Human leptin ELISA kits (ab179884, Abcam, USA) were used to examine the serum leptin level of all patients, following the manufacturer's instructions. The intra-assay and inter-assay coefficients of variation were both <5%. We measured all samples twice.
RNA expression measurement
As previously described, we measured the RNA expression level with quantitative real-time PCR (5) . The primer sequences were forward 5'-CCTGTGCGGATTCTTGTGG-3', reverse 5'-GGTGACTTTCTGTTTGGAGGA-3' We calculated the relative gene expression via the threshold cycle value (CT) and the formula 2-CT.
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Histology Immunohistochemistry for all adipose samples was conducted according to a previously described method [6] . Primary antibody of leptin was purchased from Abcam (ab3583, 1: 200 dilution, Abcam, USA). With Image J software, we calculated the integrated optical density (IOD) of each section from 8 different 400×magnified fields.
Statistical analysis
We used IBM SPSS Statistics, version 19.0 (SPSS, Inc, Armonk, NY) for statistical analysis. We conducted the normality distribution test of the variables at first to check the distribution condition. Normally distributed continuous variables are presented as mean±standard deviations, and continuous variables that were not normally distributed are expressed as median (lower quartile, upper quartile). Categorical variables are presented as proportions.
We used the independent samples t test for comparison of normally distributed continuous variables, while the Mann-Whitney test was used for the statistical analysis of continuous variables that were not normally distributed. The chi-square test was performed in different evaluations of categorical variables. Multivariate logistic regression was used to analyze the risk factors for local artery stenosis. Statistical significance was confirmed when the p-value was less than 0.05.
Results
Patient characteristics
Demographic data, laboratory results, and clinical data of the CAD group and NCAD group are shown in Table 1 . For demographic data, there was no statistical difference between the 2 groups in age, sex, BMI, or smoking status (All P>0.05). Cardiac function (NYHA grade, LVEF) and comorbidities were similar between the 2 groups (all P>0.05). Among the laboratory test results, the BNP of the NCAD group was higher than in the CAD group, but the difference was not statistically significant (P=0.076). Other indicators were also similar between 2 groups, including FBG, HbAlc, hs-CRP, cTnI, serum creatinine, triglycerides, total cholesterol, HDL-C, and LDL-C (all P>0.05).
We also compared medication use between the 2 groups, which showed that the CAD group had more use of aspirin and nitrates (both P<0.001), while there was no significant difference in usage of statins, ACEI/ARB, or b-blockers (all P>0.05). Table 2 shows the same characteristics of subgroups of CAD patients, who were divided into a stenosis group and a nonstenosis group depending on the stenosis status of the coronary artery near the right coronary artery ostium, where EAT samples were collected. Comparisons of demographic data showed that stenosis patients were significantly older (P=0.003) and more likely to be obese (P=0.002), while there was no difference in sex or smoking status (all P>0.05). As in between-group analysis, there was also no significant difference between stenosis patients and non-stenosis patients in cardiac function, comorbidities, laboratory test results, or medications (all P>0.05).
Serum leptin level
Serum leptin level was examined by ELISA, and the results are shown in Figure 1 . The mean serum leptin level in the CAD group was 10.92±4.32 ng/mL, while the that of the NCAD group was 5.64±3.30 ng/mL, which was much lower than in the CAD group (P<0.001). In subgroup analysis, no statistically significant difference was found in serum leptin level between BMI -body mass index; NYHA -New York Heart Association; LVEF -left ventricular ejection fraction; T2DM -type 2 diabetes mellitus; COPD -chronic obstructive pulmonary disease; FBG -fasting blood glucose; HbAlc -glycated hemoglobin; hs-CRP -hypersensitive C-reactive protein; BNP -brain natriuretic peptide; HDL-C -high-density lipoprotein cholesterol; LDL-C -low-density lipoprotein cholesterol; ACEI/ARB -angiotensin-converting enzyme inhibitors and angiotensin II receptor blockers; CAD -coronary artery disease. 
Leptin expression in adipose tissue
We used qPCR to test the mRNA expression level and used immunohistochemistry to examine the protein expression level of leptin in SAT and EAT, which is shown in Figures 2-4 Figure 2C and 2D.
Immunohistochemistry presented similar trends as qPCR results. Figure 3 
Multivariate logistic regression analysis
In 
Discussion
By examining the leptin expression in serum, SAT, and EAT of CAD patients, as well as controls, we found that: (1) Compared with controls, leptin expression levels were increased systematically in serum, SAT, and EAT; (2) CAD patients with stenosis near the right coronary artery ostium, where the EAT samples were collected, had even higher leptin expression levels; and (3) The leptin expression level in EAT was an independent risk factor for local coronary stenosis.
Leptin is a critical cytokine and biomarker for obesity, T2DM, chronic kidney disease, and cardiovascular disorders [12] . The IARS cohort results showed that high leptin level was associated with obesity-related metabolic disturbances and incident CAD in Asian Indians [13] . Khafaji et al. examined the links between serial serum leptin level and the degree of coronary atherosclerosis, coronary reperfusion, echocardiographic findings, and clinical outcome in patients with acute myocardial infarction (AMI) receiving thrombolysis [14] . They found that serum leptin levels significantly increased after AMI, and serum leptin level can indicate the left ventricular ejection fraction and the degree of atherosclerosis but not the degree of coronary reperfusion [14] . However, not all studies confirmed positive results. Although higher serum leptin levels have been associated with a modestly higher incidence of cardiovascular disease, a prospective cohort study in the USA found that leptin levels are not associated with incident cardiovascular events [15] . Previous studies focusing on the underlying mechanism of leptin indicates that it exerts various atherogenic effects such as increasing endothelial dysfunction; facilitation of inflammatory reaction; induction of oxidative stress; mitigation of paraoxonase activity; platelet aggregation, migration, and hypertrophy; and proliferation of vascular smooth muscle cells [12] . They also found that leptin-deficient and leptin receptor-deficient mice are protected from arterial thrombosis and neointimal hyperplasia in response to arterial wall injury [9] . In the present study, we also demonstrated that serum leptin level was elevated in CAD patients and the leptin expression levels in SAT and EAT were also clearly increased.
Leptin is produced by adipocytes and is usually considered to be a circulating hormone [16] . It is now believed that adipose tissue acts as an endocrine organ, which secrets many active cytokines and adipokines and participates in the pathogenesis of metabolism and cardiovascular disorders [17] . EAT, also known as pericardial adipose tissue, or epicardial fat, has received attention due to its significant relationship with several cardiovascular diseases, including atrial fibrillation [18] , heart failure [19] , and atherosclerosis [20] . We compared leptin expression levels in serum, SAT, and EAT in CAD patients with controls, showing that all 3 indicators were significantly higher in CAD patients, which also validated previous studies and further confirmed that EAT and is a reservoir for adipokines. Gruzdeva also explored the leptin expression level in EAT and found that it is much more highly expressed in CAD patients [21] . Considering the paracrine effects of EAT reported before [22] , we decided to conduct a subgroup 9920 analysis between patients with stenosis and those without, which demonstrated that patients with stenosis had higher leptin expression levels. Further logistic regression analysis also proved that leptin expression level was an independent risk factor for local stenosis, but there was no significant difference in SAT or serum leptin. In AF patients, Qing et al. demonstrated that leptin was less expressed in EAT compared with paracardial adipose tissue [23] , but they did not assess the leptin levels of CAD patients.
We must note several limitations of this study. First, all patients included in this study were complicated with heart disease, especially in the NCAD group, which might have led to systematic errors. However, these errors cannot be eliminated because of the ethical considerations in acquiring EAT samples. Second, all patients were enrolled non-randomly. Although no statistically significant difference was found, it still might have affected our conclusions. Last, the sample size and investigating methods also limit the findings of the study.
Conclusions
Leptin expression levels in EAT and SAT were both higher in CAD patients. Leptin expression in EAT, but not in SAT, was an independent risk factor for coronary atherosclerosis in the adjacent artery.
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